Dear Editor, Bax Inhibitor-1 (BI-1) is an evolutionary conserved endoplasmic reticulum (ER)-located protein that protects against ER stress-induced apoptosis. 1 This function has been closely related to its ability to permeate Ca 2 þ from the ER 2 and to lower the steady-state [ release (IICR) is lacking. Therefore, we studied the regulation of IP 3 R function by BI-1 (see Supplementary Information for Methods). We constructed a 5xMyc-BI-1-expression plasmid, allowing the detection and purification of ectopically expressed BI-1 from transfected HeLa cells using anti-Mycagarose beads ( Figure 1a ). Using isoform-specific IP 3 R antibodies, we demonstrated the co-immunoprecipitation of IP 3 R1 and IP 3 R3 with 5xMyc-BI-1 from HeLa cell lysates. Next, we screened for the subdomain of BI-1 responsible for IP 3 R interaction. We found that a synthetic Flag-tagged peptide containing BI-1's Ca 2 þ -channel pore domain (CTP1; amino acids 198-217 of human BI-1) interacted with IP 3 R1 (Figure 1b) . Lysates not exposed to Flag-CTP1 served as negative control. Moreover, proteolytic fragments of the IP 3 R containing its C terminus (indicated as IP 3 R1-Cterm in Figure 1b ) were immunoprecipitated with Flag-CTP1. These C-terminal fragments were recognized by our antibody (Rbt03) that has its epitope in the last 15 C-terminal amino acids of the IP 3 R1.
release (IICR) is lacking. Therefore, we studied the regulation of IP 3 R function by BI-1 (see Supplementary Information for Methods). We constructed a 5xMyc-BI-1-expression plasmid, allowing the detection and purification of ectopically expressed BI-1 from transfected HeLa cells using anti-Mycagarose beads (Figure 1a ). Using isoform-specific IP 3 R antibodies, we demonstrated the co-immunoprecipitation of IP 3 R1 and IP 3 R3 with 5xMyc-BI-1 from HeLa cell lysates. Next, we screened for the subdomain of BI-1 responsible for IP 3 R interaction. We found that a synthetic Flag-tagged peptide containing BI-1's Ca 2 þ -channel pore domain (CTP1; amino acids 198-217 of human BI-1) interacted with IP 3 R1 (Figure 1b) . Lysates not exposed to Flag-CTP1 served as negative control. Moreover, proteolytic fragments of the IP 3 R containing its C terminus (indicated as IP 3 R1-Cterm in Figure 1b ) were immunoprecipitated with Flag-CTP1. These C-terminal fragments were recognized by our antibody (Rbt03) that has its epitope in the last 15 C-terminal amino acids of the IP 3 R1. 8 These fragments include the Ca 2 þ -channel pore of the IP 3 R1, indicating that the Ca 2 þ -channel pore domain of BI-1 interacted with the Ca 2 þ -channel pore domain of IP 3 R1. Next, we examined the effect of BI-1 on IP 3 (Figure 1a) . Collectively, these data indicate a direct sensitizing effect of BI-1 on IP 3 Rs, which may contribute to a decrease in steady-state [Ca Figure 1 (a) Interaction of 5xMyc-BI-1 and 5xMyc-BI-1 D213R with IP 3 R channels. BI-1 and BI-1 D213R were expressed as 5xMyc-tagged fusion proteins. The empty 5xMyc vector was used as negative control. The vectors were transfected into HeLa cells for 2 days allowing the expression of the 5xMyc-tagged proteins. Cell lysates were prepared using 1% CHAPS buffer and the overexpressed 5xMyc-tagged proteins were purified using anti-Myc-agarose beads (Sigma, Saint Louis, MO, USA). After washing the beads three times with CHAPS buffer, proteins were eluted using urea sample buffer and the immunoprecipitated samples were analyzed via SDS-PAGE and western blotting analysis (antibodies used for immunoblotting are indicated above WB). The double line on the western blot indicates that lanes from another part of the same gel and exposure time were merged. Using this immunoprecipitation approach, we found that both IP 3 R1 and IP 3 R3 co-immunoprecipitated with 5xMyc-BI-1 and 5xMyc-BI-1 D213R , but not with 5xMyc vector. 
